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Genomic analyses between insects are often conducted by comparing host genomes
to that of Drosophila. For honey bees, this led to the claim that the evolutionary
transition to eusociality resulted in a reduction of immunity-related genes. Although this
claim pervades the literature, contradictory evidence exists. Many genomic studies,
however, are not comparable due to methodological differences, and only focus on
the physiological aspect of the immune system, thus potentially missing other immunity
components. We advocate more comprehensive comparative studies, as well as the
analysis of insect-associated defensive microbiotas to improve our understanding of the
complexity of social insect immunity.
Keywords: gene annotation, immunity, comparative genomics, microbiota, social evolution, evolutionary
transitions
EUSOCIALITY AND IMMUNITY COMPLEXES
As one of the major evolutionary transitions in animal societies, eusociality leads to fundamental
changes, including increased complexity of communication systems as well as more frequent
contacts between individuals (Bourke, 2011). This frequent contact between often highly related
individuals provides optimal conditions for the spread of pathogens. In response to this, social
insects have, next to their physiological, behavioral, and personal innate immune systems, an
additional layer of defense compared to their solitary contemporaries: social immunity, which
refers to the cooperative immunity functions that are mounted by a group of individuals to help
combat disease threats (Cremer et al., 2007). For example, honey bees collecting resins to coat their
hives (Simone et al., 2009) and metapleural gland secretions in leaf-cutting ants that are deployed
against parasites that compete with their fungus gardens (Yek et al., 2012). Thus, in the transition
from solitary to eusocial, one could expect major changes in the genetic and phenotypic traits
involved in how organisms face parasitic threats. The distinction and manifestation of personal
and social immunity had been reviewed extensively elsewhere (e.g., Cremer et al., 2007; Cremer and
Sixt, 2009; Wilson-Rich et al., 2009; Cotter and Kilner, 2010). Here, we will focus our review on the
consequences of social living on two components of immunity: genes related to innate immunity
(Hoffmann, 1995), and defensive microbiota harbored by individuals.
The first thorough genomic comparison between social and solitary insects found that honey
bees have a lower number of genes related to immunity compared to the fruit fly and mosquito; the
only insect genomes available at the time (Evans et al., 2006). The authors argued that the emergence
of social immunity could have reduced the expression of innate immunity due to investment trade-
offs between these two processes. Therefore, honey bees would not rely on innate immunity as
much as solitary insects. However, more recent comparative genomic studies of multiple insect
genomes across different levels of social organization, indicated that eusociality by itself does not
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appear to affect the number of immunity-related genes in
hymenopteran ants and bees (Wurm and Keller, 2010; Smith
et al., 2011; Simola et al., 2013; Roux et al., 2014; Barribeau
et al., 2015; Grozinger and Robinson, 2015; Kapheim et al.,
2015; Sadd et al., 2015) or isopteran termites (Terrapon et al.,
2014; Korb et al., 2015), challenging the previous hypothesis of
eusociality causing relaxed selection on innate immunity. While
these further analyses have supplied evidence that eusociality by
itself is not associated with the reduction in immune-gene counts,
the old claim is still being propagated in the recent literature (e.g.,
Nish andMedzhitov, 2011; Gadau et al., 2012; Mattila et al., 2012;
Schöning et al., 2012; Evison et al., 2013; Meunier, 2015).
Immune gene counts do not deliver the detailed description
of insect defense mechanisms. Next to cellular and humoral
defenses, other players have major roles in insect pathogen
defense. These are external immune defenses such as
antimicrobial secretions or insect-associated bacterial
communities. The role of antimicrobial secretions has recently
been reviewed (Otti et al., 2014), so we focus here on insect
bacterial communities. Insect-associated bacteria can proliferate
in or on the insect, such as in the gut, on the cuticle, or even
intracellularly (Engel and Moran, 2013). Attention to this field
has expanded enormously in the last 10 years with the advent of
new affordable sequencing techniques (Engel and Moran, 2013),
providing insights into the defensive mechanisms of insect-
microbial associations. For example, microbial communities
can produce antimicrobial compounds that suppress potential
pathogens in the insect, e.g., antibiotic-producing Actinobacteria
in ants and termites (Currie et al., 1999; Mattoso et al., 2011;
Visser et al., 2011), or can colonize several sites in or on the insect
preventing infectious pathogens from being established, e.g., a
number of highly abundant bacterial phyla occupy the majority
of termite digestive tract leaving the remaining phyla in relatively
low abundances (Otani et al., 2014). Finally, insect-associated
microbes can modulate the host’s immune system to enhance
its efficiency against pathogens, e.g., Blochmannia bacterium
can improve Camponotus ant immune responses (de Souza
et al., 2009). If secretions or bacteria in these insect-associated
communities are able to be shared among nestmates, for example
through allogrooming or trophallaxis (Hamilton et al., 2011;
Konrad et al., 2012), it is plausible that they would qualify as part
of social immunity (see definition above), and hence the complex
and intricate interactions between bacterial communities and
their host immunity would change through the evolutionary
transition from solitary to eusocial insects. To date, limited
comparisons between solitary and social insect gut microbiotas
have been conducted (Martinson et al., 2011; Dietrich et al., 2014;
Otani et al., 2014), but none has investigated the differences in
microbe-derived immunity between social and solitary insect
microbiotas.
Here, we discuss the potential flaws of the earlier suggestions
that eusociality affected the repertoire of immunity-related
genes, and argue that eusocial insect immunity genes did not
dramatically change from solitary ancestors. We then discuss
the up-and-coming field of microbe-derived immunity and
emphasize that gene- and microbe-level immunity should be
investigated in parallel when studying the transitional gradients
from a solitary to eusocial lifestyle, in order to form an integrated
understanding of immunity as a whole. Finally, we recommend
that (1) standardized approaches should be adopted for gene
annotation and sequencing, (2) comparison of immunity should
include multiple species representing different levels of sociality
within a phylogenetic context, if possible, to capture transitional
changes (e.g., Barribeau et al., 2015; Kapheim et al., 2015), and
(3) functional experiments should be carried out to improve
our understanding of differentially regulated genes of unknown
function.
MULTI-LEVEL -OMICS APPROACH ON
SOCIAL IMMUNITY
A major limitation in comparing immune systems across diverse
insect taxa is that most immunity-related proteins have mainly
been characterized in dipterans, with a large focus on Drosophila
melanogaster. Thus, immunity-related gene annotations of social
insects relied largely on homology similarities to dipteran DNA
sequences when the first social insect genome was published in
2006. This approachmisses two components of immunity-related
genes: (i) host taxon-specific genes, which have been shown
to exist in great numbers in Nasonia genomes (e.g., Sackton
et al., 2013) and (ii) genes that are undergoing strong selection
pressure, such as the peptidoglycan recognition proteins (PGRPs)
and antimicrobial proteins (AMPs; Viljakainen et al., 2009),
possibly obscuring previous homologies. These two features
result in further divergence from the conserved component of
immunity-related genes found in distant Drosophila genomes.
Furthermore, genes that evolve de novowithin taxa will also likely
be missed by homology comparison to dipterans (Sackton et al.,
2013).
To resolve the above issues, we suggest that researchers adopt
a multi-level -omics approach, i.e., comparisons not only on the
DNA sequence level but also on functional units such as protein
domains and transcriptome. Protein analysis was carried out as
a test case on the solitary wasp Nasonia vitripennis, whereby
computational predictions based on known sequences and
conserved protein domains found 146 immunity-related genes
not identified in previous annotations, increasing the known
immunity-related genes by 58% for this species (Brucker et al.,
2012). Interestingly, as comprehensive as the analysis of Brucker
et al. was, the authors only found 46% of immunity-related genes
originally published. Thus, while individual annotation methods
all have their advantages and drawbacks, using them in unison
ensures more comprehensive results.
In addition to studying protein domains, RNA sequencing of
immune-challenged individuals can provide a better estimate of
immunity-related genes. For example, Yek et al. (2013) compared
the transcriptome of infected and non-infected leaf-cutting ants
(Acromyrmex echinatior) and found that a high number of genes
responding to infection did not show any homology to the
annotated genome of D. melanogaster and other insect genomes.
While not all of these affected genes are predicted to be involved
in immunity (as infection might affect a much wider scale of gene
families), it highlights that for many genes in novel study systems,
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we currently have no clear functional identity. Given that genes
involved in immune responses are expected to be consistently
co-expressed when organisms are being challenged, this method
is useful to narrow down candidate immunity-related genes,
which then can be further targeted for functional tests such
as RNAi. Complementing DNA-sequencing with protein and
transcriptome studies will thus give amuchmore complete image
of immune responses in insects.
Thorough comparison using such a multi-level -omics
approach has rarely been conducted across the genomes of
insects at different levels of social organization complexity.
Therefore, to resolve the question of whether a transition to a
eusocial lifestyle affects the number of immunity-related genes
or not, future studies should focus on adopting multi-level -
omics comparisons. With the application of this method, it
would be possible to properly investigate whether transition to
eusociality brings about a reduction in immunity-related genes
in bees (Wurm and Keller, 2010; Barribeau et al., 2015; Kapheim
et al., 2015). In particular, Barribeau et al. compared immunity-
related genes from advanced eusocial, intermediate eusocial, and
solitary bees (Libbrecht and Keller, 2015), and found comparable
numbers of immunity-related genes between the bees regardless
of the level of their sociality (Barribeau et al., 2015).
SOCIAL INSECT MICROBIOTA
CONTRIBUTIONS TO HOST DEFENSES
A marked contribution to insect immunity is also provided by
the involved microbial communities (Engel and Moran, 2013
and references therein). Due to the recent proliferation of insect
microbiota studies, social insect gut microbial communities are
evident to be more specialized and structured when compared
to solitary insects (Sabree et al., 2012; Engel and Moran, 2013;
Otani et al., 2014). Given these seemingly more specialized gut
microbes, an appreciable number of defensive genes/peptides
observed in the social insect genetic biome are of microbial
origins (e.g., Koch and Schmid-Hempel, 2011; Engel and Moran,
2013). We focus our discussion on gut microbial communities
(as opposed to microbes present in/on other parts of the
insect body), because we postulate that these internally housed
bacterial communities would have more intimate relationships
with the innate immunity of their symbiont host due to
the protected environment that they were in. Indeed, recent
studies have provided insights into the complimentary roles
of innate immunity and gut microbiota. For example, bacteria
with antimicrobial and fungal cell wall degradation properties
are found to be present in termite gut and nest microbiotas
(Otani et al., 2014; Poulsen et al., 2014; Rosengaus et al.,
2014) with higher abundances compared to their ancestral
solitary cockroaches (Dietrich et al., 2014; Otani et al., 2014).
In bees, a number of antimicrobial peptide-producing bacteria
have been sequenced to show that they are selectively higher
in abundance in bees compared to Drosophila (Wong et al.,
2011 and references therein). Finally, gut bacterial species in
honeybees, e.g., Snodgrasella alvi and Gilliamella apicola, have
been reported to have protective roles against the trypanosomatid
parasite Crithidia bombi (Koch et al., 2012; Cariveau et al., 2014;
Moran, 2015), in contrast to the solitary bee genera where they
are detected in low abundances (Martinson et al., 2011).
To our knowledge, no study has specifically investigated the
variations between social and solitary insect gut microbes that
are known to be immunity-related, even though this could
help elucidate the role of microbiota-associated defenses in
eusociality. Correlated studies on general characterisation of
gut microbiota between social and solitary species reported
distinctive gutmicrobiotas between solitary and social bee species
and linked it to changes in the diet (Martinson et al., 2011).
A recent study on chimpanzee directly links the increase in
social interactions to the propagations of beneficial microbiota
(Moeller et al., 2016), suggesting that similar processes could
also play a role in the defensive microbiota of eusocial insects.
As the transition from solitary lifestyle to eusociality often
involve whole suites of adaptations, we have strong reasons to
suspect defensive microbiota adapt differently according to host’s
lifestyle, and particularly to the risk of infection. This suggests
that the transition from solitary to social living changes the
composition of the host’s microbiota, yet the detailed profiles of
these changes, and how it affects the social immunity system,
are to be investigated. However, with the recent expansion of
high throughput sequencing, previous techniques such as 454
pyrosequencing are not accurately comparable to newer ones
such as Illumina. The different databases used for classification
in different methods also complicate comparisons. Finally,
the challenges faced by microbiota metagenomics are similar
to genomic comparisons. Here, we are also riddled with
unknown functions assigned to the insect-associated bacteria.
This is particularly evident in the rich bacterial communities
of social insect guts, such as ants and termites (Hongoh,
2010) compared to those of solitary insects. However, other
complimentary techniques, such as FISH (e.g., Sapountzis et al.,
2015) and interactomes (i.e., transcriptomes of both insect host
and microbiota) are able to resolve some of these challenges,
and hence improve our understanding of microbiota-associated
defenses inside their respective hosts.
CONCLUSIONS
While the claim that honey bees, and social insects in
general, harbor fewer immunity-related genes than solitary
insects currently pervade the literature, available evidence is
contradictory. Although a recent paper showed that a negative
correlation exists between the number of workers a species has (as
a proxy for the level of sociality) and their encapsulation response
(a simple measurement of an innate immune response; López-
Uribe et al., 2016), other papers suggest that a possible reduction
in immune genes is not due to eusociality itself (e.g., Barribeau
et al., 2015), and that more comprehensive research is needed for
a well-supported conclusion. Even though a comparison within a
clade of social insect (bees; Barribeau et al., 2015) has been done,
proper comparisons from solitary to social insects of different
degrees of sociality, using standardized methods (annotation and
sequencing) have not been conducted yet. Unfortunately, direct
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and detailed comparison studies between individual are usually
not feasible, mainly because of the huge variation in the methods
employed in the sequence analyses (Brenner, 1999 and references
therein), for example a study that employed 454 pyrosequencing
is not directly comparable to a study that used Illumina MiSeq
sequencing (Kozich et al., 2013).
Therefore, when investigating immunity, we recommend not
only comparing immunity-related genes, protein domains and
the transcriptome of the studied insect (Bader et al., 2003),
but striving to further include social immunity contributed
defensive genes from the associated microbiota. This is because
insects are likely to be complementing their defenses with
microbes along with their own physiological pathways. Although
this approach still faces limitations regarding genes which
have no conserved domains and no homologs in other model
species, we can significantly improve our understanding of the
transitional complexity of social insect immunity in the future
by integrating the multiple components (e.g., host genes and
microbe-contributed genes) that form such defense system.
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